Supplemental Fig. S1 . Effect of PKK knockdown on keratinocyte growth.
TCT CCA TG. Quantitative real-time qRT-PCR was performed using an ABI System Sequence Detector 7300 (Applied Biosystems, Foster City, CA, USA) under the following thermocycler conditions: stage 1, 95°C for 30s, 1 cycle; stage 2: 95 °C for 5s and 58°C for 31s, 40 cycles. GAPDH was used as an internal control for the expression levels of target genes.
Relative mRNA levels were calculated in terms of the average cycle number of PCR amplification (CT value) for the target gene where Δ=CT (PKK gene sample) -CT (GAPDH sample). The formula: 2 -ΔΔCt was used to calculate relative expression fold of PKK gene in tumor samples relative to the control, which was set as 1.
Immunohistochemistry and Immunofluorescence
SCC samples were fixed and embedded in paraffin for sections, then stained with hematoxylin and eosin following standard protocols. For PKK antibody staining, peroxidase from Dako (Dako North America, Inc. Carpinteria, CA) and a hematoxylin counterstain was performed.
For cover slip IF staining, cells were plated on cover slips for 24 hours, then fixed with cold 4%
paraformaldehyde. p63 antibody (Santa Cruz Biotechnology, H-137) staining was performed with a standard IF stain protocol. Nuclei were counterstained with DAPI.
Soft agar colony formation assay
Soft agar assays were performed in six well plates with 5x10 5 cells per well. 8 days after plating, colonies were counted and fluorescence microscopy performed. Briefly, 5x10 5 of SCC-1 and SCC-2 expressing the indicated shRNAs were suspended in 1 ml medium containing 0.4% agar and 10% FBS. The mixture was added to agar layers (0.6%) in the six-well plates.
Colonies were counted after 8 days. The experiments were carried out in triplicate. (Santa Cruz, M-19) were studied. GAPDH (Santa Cruz, G-9) was used as a loading control.
Western Blots and Immunofluorescence
Immunofluorescence for GFP expression and hematoxylin and eosin staining was performed on multiple frozen sections. Nuclei were isolated and evaluated by western blotting as previously described (Poligone and Baldwin, 2001 ).
Luciferase Reporter Assay
shcontrol, shPKK-1 and shPKK-2 cells were grown on six-well plates and each well was transfected with a 500 ng of pNF-κB luciferase reporter construct, which contains 4 copies of the NF-κB-binding site upstream of the coding sequence for firefly luciferase (Kim et al., 2008) .
Transfections were carried out using GenePorter (Gene Therapy Systems, Inc, San Diego, CA).
All transfections were done in triplicate. 40 hours after transfection, the cells were treated with 100 ng PMA for 4 hours and then were lysed with the Promega Reporter Lysis Buffer at room temperature for 15-20 min. The luciferase activity of the lysates was measured as recommended by Promega.
Retrovirus constructs and transduction
Knockdown was assessed by both RT-PCR and Western Blotting of PKK. Keratinocytes derived from SCCs, foreskin, or immortalized cell lines (HaCaT) were grown in culture and transduced with retroviral vectors for PKK knockdown. PKK expression was suppressed by RNA interference with small hairpin RNAs (shRNAs) specific for human PKK mRNA. Two targeting sequences (shPKK-1: 5′-GGCCCACCTTCCAAGAAATTA; and shPKK-2: 5′-CGTTCGTTTCTCGTTGCCTAA) were cloned into the retroviral pRetro-H1G vector (referred to as shPKK-1, shPKK-2, respectively) (Cellogenetics, Ijamsville, MD). A random hairpin sequence 
